Gene copy number assay
Twenty nanograms of gDNA are used for copy number analysis in a duplex real-time polymerase chain reaction (PCR) system (Applied Biosystems, Life Technologies). The copy number assay detects the target gene and it is compared to a reference sample that is known to exist in two copies in a diploid genome (RNase P H1 RNA gene).
The number of copies of the target sequence is determined by relative quantitation using the comparative CT (ΔΔCT) method. The copy number of the target is calculated to be two times the relative quantity.
In Situ Hybridization (ISH)
ISH was performed following the manufacturer's instructions (miRCURY LNA TM microRNA detection kit. Exiqon Inc). Briefly, slides were deparaffinized and rehydrated at room temperature (RT). Immediately after, samples were incubated with a 30 μgr/mL Proteinase-K solution for 30 minutes at 37ºC. Slides were rinsed with PBS and directly dehydrated into a series of ethanol solutions (70%, 96%, and 99,9%) and air-dried.
Hybridization mix containing the specific probe (miR-122 probe or U6 probe as a positive control) was applied to each section and incubated for 1 hour at 56ºC. Samples were washed in a series of SSC buffer decreasing concentrations (starting at 5X SSC to 0.2X SSC) at 56ºC. Finally, samples were rinsed with PBS at RT. Slides were incubated with blocking solution for 15 min at RT in a humidifying chamber. Blocking solution was removed and DIG-reagent was applied for 60 minutes at RT. Slides were washed 3 times in PBS-T and incubated with freshly prepared AP substrate for 2 hours at 30ºC. To stop the reaction slides were incubated with KTBT buffer. Slides were rinsed with water and counterstained with Fast Red TM next; samples were mounted. Precipitates must settle down, at least, overnight.
Stainings were analyzed using an Olympus BX51 microscope equipped with DP71 camera (Olympus Europa SE & CO.KG. Germany).
Statistical analysis

Microarray analysis
All statistical analyses were conducted using the R packages "Statistics for Microarray Analysis" (Dudoit et al., 2002) . For cDNA microarray analysis all spots from each microarray were included in the analysis. Data normalization was performed using scaled loess normalization and differential genes were identified using an empirical Bayes method for analysing replicated microarray data (Efron et al,. 2001 ).
The following cutoffs were used in this study: fold change > 2 or < -2 and P-value with FDR< 0.05 (Benjamini et al,. 1995) .
To define the signaling pathways in which are involved the differentially expressed genes, we used Ingenuity ® Pathways Analysis TM (IPA) (http://www. ingenuity.com, Ingenuity ® Systems, Redwood City, CA, USA).
The paired two-tailed Student's t test was used when comparing two groups. A P value less than 0.05 was considered statistically significant.
